A method is described for the rapid detection of urea hydrolysis by yeasts, using the Berthelot color reaction. The results could be determined within 30 to 50 min with this method, compared with 8 to 72 h usually required with Christensen urea agar.
Urea hydrolysis has been widely used as a criterion in yeast taxonomy, its greatest application being as a confirmatory test for the recognition of anascosporogenous species (5) . The test is carried out on Christensen urea agar as described by Seeliger (3) . This communication deals with the application of the Berthelot color reaction, used earlier as a rapid means of detecting urease activity in the Enterobacteriaceae (1) , to the yeastlike fungi.
MATERIALS AND METHODS
The reagents were prepared in deionized water as described below.
Sodium phenate. Phenol, 25.0 g, was dissolved in 800 ml of water, mixed with 78 ml of 4.0 N sodium hydroxide solution, and diluted to 1 liter. It was stored in the refrigerator and was used within 1 month unless it turned brown earlier, in which case it had to be discarded. The solution must be brought to room temperature before use (2) .
Sodium hypochlorite. Calcium hypochlorite (bleaching powder), 20 g, was mixed in a small quantity of water, and the volume was brought to 100 ml. An equal quantity of 30% sodium carbonate solution was added, and the mixture was kept at room temperature for 2 to 3 h with intermittent shaking. It was filtered to obtain a yellowish solution of sodium hypochlorite that was standardized iodometrically (4, 6) . The solution was diluted to obtain a nearly 0.06 N sodium hypochlorite solution.
Test strains. One hundred and forty-one isolates belonging to 23 species of 8 yeast genera, available from the Fungus Culture Collection of the Vallabhbhai Patel Chest Institute, were tested.
Berthelot reaction. A loopful of a 3-to 4-day-old culture of each test strain (Sabouraud glucose agar at 25°C) was suspended in 4 ml of deionized water and was mixed with 1 ml of 1.6% freshly prepared urea solution. The mixture was incubated at 25°C for 20 min, followed by addition of 3 ml of sodium nitroprusside (0. 1%), 2 ml of sodium phenate, and 3 ml of sodium hypochlorite (approximately 0.06 N) in quick succession. Urease-positive strains produced a blue color within 30 min of incubation in darkness at 37°C. The blue complex showed maximum absorbance at 630 nm, and its optical density remained constant thereafter for more than 24 h.
Christensen urea medium. The medium was prepared as described by Seeliger (3) and had the following composition: peptone, 1 g; glucose, 1 g; sodium chloride, 5 g; potassium dihydrogen phosphate, 2 g; phenol red, 0.012 g; and distilled water, 1 liter. The ingredients were dissolved and the pH was adjusted to 6.8. To it was added 20 g of agar, and after dissolution 4.5-ml aliquots of the medium were dispensed into 16-mm cotton-plugged test tubes. These were sterilized for 15 min at 15-lb overpressure, and immediately after autoclaving 0. 
